Abstract. as a common degenerative disease, osteoporosis (oS) is characterized by reduced bone mass and microarchitectural deterioration of bone tissue. Both genetic and environmental factors are involved in oS development. To date, ~300 genes have been confirmed to be involved in the pathogenesis of OS, a large majority of which have been independently investigated. as oS is a polygenetic disease, a comprehensive analysis focusing on the biological functions and interactions of oS-related genes would provide valuable information. in this study, oS related research deposited in PubMed was retrieved and genes related to oS were catalogued. Pathways with an enriched biological function for these genes were extracted, and the crosstalk between the enriched pathways was analyzed. a comprehensive network was constructed, and a minimal network was extracted using the Steiner minimal network algorithm. in this study, a total of 294 genes in were retrieved from PubMed. Biological processes found to be enriched included those related to bone metabolism and the immune system. in total, 58 pathways were enriched. Furthermore, the comprehensive network consisting of 3,943 nodes and 7,976 edges was constructed, among which 631 nodes and 2,581 edges contributed to the oS-specific molecular network. in this network, in excess of 300 potential genes associated with OS and two modules were identified. Thus, this study provides a mechanistic insight into oS and suggests more than 300 potential oS-related genes for future research.
Introduction
as a common degenerative disease, osteoporosis (oS) is characterized by reduced bone mass and microarchitectural deterioration of bone tissue (1) , which often means patients with oS suffer from back pain and bone fractures (2) . it is estimated that ~50% of women and 30% of men >50 years old will suffer a fracture due to osteoporosis globally (3) .
The development of OS can be influenced by genetic and environmental factors (4, 5) . Genetic factors play a greater role than environmental factors. it is estimated that the heritability of vertebral volumetric bone mineral density ranges from 0.27 to 0.51 (6) . To date, animal models, gene expression, genome-wide association studies (GWaS) and systems biology approaches have identified hundreds of genes found to contribute to the process of oS (7) (8) (9) . This suggests that oS is a polygenetic disease; that is, numerous genes exerts an effect on the development of oS, and multiple genes contribute to the pathophysiology of oS (10) . Thus far, the function and role of these genes in the process of oS have only been investigated independently. However, a systematic strategy to collectively analyze the function and connection of these potential oS-related genes is preferable.
recently, Qin et al (11) applied multiple computational approaches to analyze oS-associated single nucleotide polymorphisms (SNPs) and genes identified in GWAS. This study focused on gene regulatory networks, and retrieved some transcription factors (including nFaTc2 and MeF2c) and micrornaS (mirnas; including mir-3658 and mir-345-5p) that bind to loci of SnPs. However, the use of SnPs alone to identify genes involved in oS could lead to some genes known to be involved in oS being unaccounted for in such an analysis. To overcome this, genes known to be associated with oS were collected from PubMed and biological enrichment analyses was conducted to detect any significant functional themes within these genes. The biochemical pathways associated with these genes were analyzed for interactions among the enriched pathways. Finally, an oS-specific network based on the human protein-protein interaction network was constructed. The current study aimed to promote an understanding of the molecular mechanism of oS and to identify potential oS-related genes for future research.
Materials and methods

Identification of OS-related genes.
oS-related gene candidates were curated by retrieving human genetic association studies deposited in PubMed (http://www.ncbi.nlm.nih.gov/ pubmed/). referring to published studies (12, 13) , reports related to oS were queried using the terms 'osteoporosis, postmenopausal' (MeSH Terms) or 'osteoporosis' (MeSH Terms) and 'polymorphism, genetic' (MeSH Terms) or 'genotype' (MeSH Terms) or 'alleles' (MeSH Terms) noT 'neoplasms' (MeSH Terms). up to June 1st 2018, a total of 1,335 publications were retrieved using these search terms. at this point, every reference was reviewed to guarantee that the conclusion was consistent with its contents. Studies reporting a significant association of gene(s) with OS were included in the present study. Thus, any gene involved in the pathogenesis or drug response to oS was incorporated, including research from GWaS and biochemical studies.
Functional enrichment analysis of OS-related genes. Pathway and process enrichment analysis was carried out using the following ontology sources: Kyoto encyclopedia of Genes and Genomes (KeGG; release 87.0; https://www.genome. jp/kegg), Gene ontology (Go) Biological Processes (Version 2018-08-09; http://geneontology.org/), reactome Gene Sets (Version 64; https://reactome.org), Molecular Signatures database (Version 6.2; http://software.broadinstitute.org/ gsea/msigdb/index.jsp) and coruM (Version 3.0; http:// mips.gsf.de/genre/proj/corum/index.html) (14) . all genes in the genome were used as the enrichment background. in the gene set enrichment analysis, P-values were calculated based on cumulative hypergeometric distribution (15) and Q-values were calculated using the Benjamini-Hochberg procedure for multiple testing (16) . The term was regarded as over-represented when P<0.05. To reduce redundancy in the ontology terms, the terms with P<0.01, a minimum count of 3 and an enrichment factor >2.0 were collected and grouped into clusters based on their membership similarities. in the process of hierarchical clustering of the enriched terms, k scores were used as the similarity metric, and sub-trees with similarity >0.3 were considered to be a cluster. The most statistically significant term within a cluster was chosen to represent the cluster. all of these results were obtained using the web-based tool, Metascape (Version 3.0, http://metascape.org) (14, 17) .
Functional enrichment analysis of OS-related genes and pathway crosstalk analysis. after enriching for biological process, the biochemical pathways of oS-related genes were further enriched using the web-based tool ToppGene (https:// toppgene.cchmc.org/). in brief, the uniProt id (https://www. uniprot.org/) list corresponding to the retrieved genes was uploaded into the server of ToppGene. Then, the list was automatically matched to canonical pathways using the KeGG and Biocarta (www.biocarta.com) pathway databases. a pathway was catalogued when it overlapped with one or more of the genes in the list. The overlap significance between the pathway and the input genes was analyzed using Fisher's exact test and the Bonferroni correction. The pathways were considered to be significantly enriched when the false discovery rate value was <0.05.
Pathway crosstalk was evaluated using the Jaccard coefficient (JC) and overlap coefficient (OC). Both of these describe the overlap between any given pair of pathways, and are defined as follows:
where a and B are the number of genes included in the two tested pathways.
as pathways with too few genes may have insufficient biological information, only enriched pathways containing more than three candidate genes were included and pathway pairs with fewer than two overlapping genes were removed. all pathway pairs were ranked according to the average of the JC and OC coefficients. For clarity, crosstalk between pathways was also shown in the cytoscape software (version 3.7.1; https://cytoscape.org).
Construction of the human interactome and an OS-specific subnetwork. To further investigate the interaction and correlation between these genes, a comprehensive human interactome was constructed based on the innatedB database (http:// www.innatedb.com). in this process, a novel web-based tool, omicsnet (https://www.omicsnet.ca), was used. omicsnet allows users to create molecular interaction networks and visually explore them in a three-dimensional space (18) . The list of retrieved genes was uploaded to omicsnet. under the guidance of omicsnet, an interactome was constructed based on the innatedB database and the topological characteristics of potential molecular networks were analyzed using omicsnet.
Next, an OS-specific network was extracted. The process was similar to the Steiner Tree problem, where the algorithm identifies a minimal sub-network containing all the terminal nodes from the complete network. omicsnet was used for extraction, which implemented a heuristic approach that provides an approximate answer to this problem in order to reduce computation time.
To assess the non-randomness of the constructed network, 1000 random networks with the same number of vertices and interactions as the OS-specific network were generated using the erdos-renyi model (19) in the igraph r package (Version 0.7.1; https://igraph.org/) (20) . The arithmetic average values of the shortest path distance and clustering coefficient were calculated. The number of random networks whose average shortest distance was less than that of the OS specific network was calculated and defined as ND. In a similar manner, the number of random networks whose average clustering coefficients was higher than that of the OS specific network was calculated and defined as NC. At last, the empirical P-values were calculated separately using nd/1000 and nc/1000. When both P-values were <0.05, the OS specific network was regarded as non-random.
Finally, potential modules were attained using the infomap algorithm embedded in omicsnet (https://www.omicsnet. ca) (18) . Based on the principles of information theory, the infomap algorithm transforms the problem of finding the potential modules into the problem of finding a description of minimum information for a random walk on the network graph (21) . using this strategy, the infoMap algorithm joins neighboring nodes into modules.
Results
Identification of genes reported to be associated with OS. up to June 1st 2018, a total of 1,335 publications were retrieved for oS. a total of 294 genes were retrieved (Table Si) and curated into a gene set (oS-related genes gene set, oSgset). referring to a previously published article (9) , this gene set can be divided into four subgroups: calciotropic hormones and receptors (including caSr, crHr and cTr), cytokines, growth factors and receptors (including BMP2, FGFr1 and il-23), bone matrix proteins (including col1a1, col1a2 and ITGA1) and miscellaneous (including ADCY10, ALOX15 and ALOX5). The diversity of the genes significantly associated with oS clearly demonstrates that oS is a polygenetic disease.
Biological functions enriched in the OSgset. Functional enrichment analysis can reveal a more specific function of these genes. in total, >2,000 Go terms were significantly enriched in the genes analyzed. considering the heavy overlap between ontology terms and the need to reduce redundancy, terms were collected with P-values <0.01, a minimum count of 3 and an enrichment factor >2.0, and grouped into clusters based on their membership similarity. The top 20 ranked clusters are shown as a heatmap ( Fig. 1 and Table Sii) . among these clusters, some biological processes can be discerned: These include the bone forming process (including 'ossification', 'skeletal system development', 'tissue remodeling', 'tissue morphogenesis', 'heart development', 'negative regulation of cell differentiation', 'vasculature development' and 'regulation of secretion'), the bone regulation process (including 'response to nutrient levels', 'response to steroid hormone', 'response to peptide', 'inflammatory response', 'cellular response to organic cyclic compound regulation of animal organ morphogenesis' and 'response to growth factor'), and signaling pathways in bone cells (including 'regulation of MaPK cascade', 'GPcr ligand binding', 'transmembrane receptor protein tyrosine kinase signaling pathway', 'regulation of signaling receptor activity' and 'negative regulation of cell proliferation'). These results indicated that the candidate genes collected were reliable for follow-up bioinformatics analysis.
Pathway enrichment analysis in OSgset. enriching the biochemical pathways in which candidate genes are involved and analyzing their cross-talk can promote our understanding of the molecular mechanisms underlying oS. as shown in Table I (further details are provided in Table SIII) , 58 significant enrichment pathways for oS were identified. among them, the pathway 'ensemble of genes encoding extracellular matrix and extracellular matrix-associated proteins' was the most significantly enriched (P=3.60x10 -18 ). in addition, some extracellular matrix-related pathways were also enriched, including 'ensemble of genes encoding ecM-associated proteins including ECM-affiliated proteins, ECM regulators and secreted factors', 'genes encoding structural ecM glycoproteins', 'extracellular matrix organization' and 'ensemble of genes encoding core extracellular matrix including ecM glycoproteins, collagens and proteoglycans'. These findings confirmed a role for metabolism of the extracellular matrix in the development of oS.
The second enriched pathway was 'Wnt signaling pathway'. Moreover, the number of Wnt-related pathways was the highest, including 'Wnt signaling pathway', 'canonical Wnt signaling', 'genes related to Wnt-mediated signal transduction', 'Wnt signaling network', 'negative regulation of TcF-dependent signaling by WnT ligand antagonists', 'signaling by Wnt', 'signaling by WnT in cancer', 'WnT ligand biogenesis and trafficking', 'TCF dependent signaling in response to WNT', 'Wnt/beta-catenin Pathway' and 'rnF mutants show enhanced WnT signaling and proliferation'. These results suggested that Wnt-related pathways play an important role in the development of oS.
The third enriched pathway was 'breast cancer', which suggested that oS is closely related to breast cancer. in addition, immune-associated biological processes, including 'cytokines and inflammatory response' and 'cytokine network', were also significantly enriched, suggesting that the immune system may be involved in the etiology and pathological process of oS. .01, a minimum count of 3 and an enrichment factor >2 were collected and grouped into clusters based on their membership similarities. Sub-trees with similarities >0.3 were considered to be a cluster. The most statistically significant term within a cluster was chosen to represent the cluster. analysis was carried out Metascape. The x-axis denotes -log10(P) values based on the cumulative hypergeometric distribution. The colors denote the relative value of -log10(P): darker colors indicate a greater value of -log10(P). Signaling by Wnt 1.07x10 -9
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among this network, the minimum value was from the pathway of 'metabolism of steroid hormones' (including cYP17a1, cYP19a1, Srd5a2, HSd11B1, HSd17B2, aKr1B1, lHB and STard3nl). Moreover, this pathway had only one connection with the 'ovarian steroidogenesis' pathway, while the other nodes have more edges with other pathway nodes. These findings suggest that steroid hormones affect the formation of oS in an indirect manner.
Network topological characteristics of OSgset. analyzing the topological properties of nodes and interactions between nodes via protein-protein interaction-based analysis can help to reveal any key biologically related mechanisms associated with the network. The interactome constructed in this present study comprised 3,943 genes/proteins and 7,976 interactions, with a mean degree of 8.23. As specified, 259 of the 294 genes were included in the analysis and accounted for 88.1% of the genes in oSgset, serving as seeds (Table ii) .
OS-specific molecular network inference. an oS-specific minimal subnetwork was extracted. as shown in Fig. 3 , this extracted minimal subnetwork shares 631 nodes and 2,581 edges with the 259 seeds. The average shortest path distance was 3.12, which was significantly smaller than the mean shortest-path distance (5.13; empirical P<0.01). Similarly, the average clustering coefficient of the OS specific network was significantly higher than that of the random networks (0.052 vs. 0.013; empirical P<0.001). These results indicate that the extracted oS-specific network is a non-random network. Therefore, it is proposed that the remaining 372 genes (listed in Table II) are un-identified genes that may be in involved in the oS process.
The functional modules in the minimal subnetwork were also investigated, and two modules were identified. The first shares 219 genes (listed in the Table II) . For this module, the first three annotations were for the positive regulation of cellular metabolic processes (P=1.69x10 ) and the positive regulation of transcription from the rna polymerase ii promoter (P=1.51x10 -65 ). The second consisted of 9 genes (aGTr2, GiP, GiPr, HTr2B, SnTa1, TiMP3, nMu, erBB2iP and LNX1). This third gene annotations were for the regulation of secretion (P=5.43x10 -4 ), the positive regulation of secretion (P= 6.15x10 -4 ) and regulation of transport (P=9.79x10 -4 ), which indicated that the modules functions in the regulation of secretion.
Discussion
in this study, genes associated with the development of oS were collected and their biochemical pathway functions enriched. using this, a gene-interacting network was constructed. in doing this, a gene-interacting framework was developed and >300 potential OS-related genes were identified for further research.
identifying the biochemical pathways that the oS-related genes are involved in will provide an insight to promote the understanding of OS. In the 58 pathways identified, the top three pathways are involved in extracellular matrix metabolism, the cytokine and cytokine receptor network, and in Wnt signaling. Further to this, it was found that all 58 pathways are involved in cross-talk and constitute a module. These findings suggest that pathways function in a concerted manner and not independently, which is supported by other studies (22) (23) (24) . For instance, Zhang et al (25) reported that lipopolysaccharide activates the mitogen-activated protein kinase/Wnt/nF-κB pathway in cultured chondrocytes, and subsequently induces apoptosis. This process can be rescued by treatment with calcitonin.
When the networks with cross-talk were arranged based on the closeness centrality of every pathway, it was found that the maximum closeness value was from the 'ensemble of genes encoding extracellular matrix and extracellular ETS1, ETS2, MECOM, FLNA, FOS, FTH1, NR5A1, XRCC6, GATA2, NR3C1, GSK3B, HDAC1, HDAC2, HIF1A, HNRNPA1 , HSPa4, HSPa5, HSPa8, HSP90aa1, HSP90aB1, irF8, iFnG, rBPJ, il6, il10, il16, irF1, Jun, Jund, KPnB1, lrP4, lTa, SMad2, SMad3, SMad4, MarK3, McM3, MdM2, MecP2, MeF2c, ciiTa, Mid1, MMP2, cd200, MYc, MYO5A, MYOD1, NF1, NFATC1, NFKB1, NFKB2, NME1, NOS2, NOS3, NPM1, P2RX1, P4HB, SERPINE1, PBX1, PCNA, PGr, PHB, Polr2a, Pou2F1, PParG, PPP2ca, PrKdc, MaPK1, Prl, PSMa6, PSMa7, PSMc3, PSMc4, PSMc5, PSMD1, PSMD11, PTHLH, PTH1R, PTMA, RB1, REL, RELA, RNF4, RXRA, ATXN1, CCL2, CCL7, SFTPD, SGK1, SKP2, SMARCA4, SUMO2, SNCA, SOD1, SOD2, SOX4, SOX9, SP1, SPI1, SPTBN1, SRC, SREBF1, STAT1, STAT5A, STAT6, TBP, TcF3, TerT, TFaP2a, Tlr4, TnF, TnFrSF1B, TP53, HSP90B1, TrPS1, TWiST1, uBe2i, uBe3a, SuMo1, uSF1, USF2, VCP, VDAC1, VDAC2, VDR, VEGFA, XPO1, XRCC5, YY1, YWHAH, YWHAZ, ZBTB16, PRDM2, TUBA1A, CXCR4, SHFM1, FOSL1, HIST1H4E, PIAS1, NCOA1, EIF3F, RIPK2, HDAC3, KAT2B, SLC9A3R1, NCOR1, HDAC4, MED24, NR1I3, RBX1, HDAC6, HDAC5, NR1H3, STUB1, TUBA1B, HAX1, NCOA2, CTCF, YWHAQ, COPS5, NCOA6, TAB2, SIRT1, FGF20, TBK1, NOX4, WNT16. SOX6, CAND1, UGGT1, UBQLN4, SQRDL. WNK4, TUBB oS, osteoporosis; oSgset, oS-related genes gene set. matrix-associated proteins' pathway. Thus, it is suggested that the aforementioned pathway lies in the central locus of the network. on the contrary, the minimum value was from the 'metabolism of steroid hormones' pathway. Thus, it was proposed that abnormalities in the extracellular matrix plays an important role in the development of oS and that steroid hormones affect oS development in an indirect manner.
in the 58 pathways identified, the pathway enriched as 'breast cancer' is of interest as it shares 22 genes with the oSgset. it has been noticed that survivors of breast cancer often suffer from oS (26) . one explanation for this is that many survivors of breast cancer experience a loss of ovarian function and a drop in estrogen levels due to chemotherapy or surgery, which promotes the development of oS (27) . another explanation is that breast cancer cells can secrete γ-secretase, cyclooxygenase-2 and interleukin-8, promoting the process of osteoclastogenesis (28, 29) . Based on the results presented here, it is suggested that oS and breast cancer may share a similar genetic background.
Notably, >300 potential genes were found in the OS-specific network presented here. it is predicted that these genes are potential candidates for further research into the molecular mechanism of oS. For instance, the receptor tyrosine-protein kinase erBB2 interacting protein (erBB2iP) binds to unphosphorylated erBB2 protein and regulates erBB2 function and localization (30) . in addition, it can also disrupt the ras-raf interaction and affect the ras signaling pathway (31) . as the ras-raf signaling pathway participates in bone metabolism (32), it is possible that erBB2iP is involved in the development of oS. Thus, the extracted network outlines Figure 3 . Osteoporosis (OS)-specific network map. The OS-specific network was extracted from the listed comprehensive human interactome network by solving the Steiner minimal tree problem using omicsnet with 631 nodes and 2,581 edges. The network map was displayed according to the closeness centrality in an ascending order. The minimum closeness value was that of nMu and the maximum closeness value was that of uBc. oS, osteoporosis; nMu, neuromedin u; uBc, ubiquitin c. a portrait of OS, and additionally identified a number of genes for future study. a module is defined as having more connections within than the average number of connections across the entire network, which indicates that the genes involved in a module share the same biological function. in this study, two modules were extracted from the OS-specific network. The first consisted of 219 genes directly involved in bone metabolism. However, the second module, which includes nine genes and is annotated as 'regulation of secretion', is more attractive. among these genes, neuromedin u (nMu), gastric inhibitory polypeptide (GiP), GiPr, aGTr2 and HTr2B have been confirmed to be involved in the process of oS. it has been reported that GiP (a gut hormone) promotes bone anabolism as an entero-osseous hormone by stimulating osteoblast differentiation and increasing osteoblast longevity (33) . in addition, GiP attenuates the activity of osteoclastic cells, leading to a net increase in bone deposition and ultimately increasing bone mass (33) . nMu is an anorexigenic neuropeptide that acts independently of leptin through poorly defined mechanisms. Physiological and cell-based assays indicate that nMu acts in the central nervous system, rather than directly on bone cells, to regulate bone remodeling (34) . it has also been reported that nMu promotes small intestinal transit, and that NMU deficiency results in a lowered intestinal motility rate and diminishes the effect of serotonin-induced defecation and diarrhea (35) . Based on these facts, a 'neuro-entero-osseous' model is proposed: The proteins α1-syntrophin, 5-TH2B and anGii affect the activity of neurons in the gastro-interstitial tissue, alter the secretion of GIP, and influence bone metabolism. due to a lack of experimental and clinical data supporting the role of other genes in this extracted module, a detailed mode of action cannot yet be given. Therefore, more experimental studies are required in the future.
It is difficult to diagnose or treat OS based on the analysis of all these potential genes. However, it is hypothesized that further studies examining these genes would be of valuable. it is further hypothesized that these genes may serve as a diagnostic test for oS and as drug targets in the future.
at least two studies have applied bioinformatic and computational methods to study oS. Qin et al (11) investigated OS-associated SNPs and genes identified by GWAS, and found a number of SNPs that may influence the binding affinity of transcription factors (NFATC2, MEF2C, SOX9, RUNX2, ESR2, FOXA1 and STAT3) and miRNAs. In 2018, Sheng et al (36) proposed a computational workflow to curate and evaluate oS related genes, and they emphasized the important role of oS-related genes, including TGFB1, il6, il1B, TnF, eSr2, iGF1, HiF1a, col1a1 and iFenG. in comparison with these studies, the work presented here focuses on the relationship between known genes and suggests a number of unknown genes that may be involved in the process of oS. in summary, this study revealed the pathways of all currently known genes in oS and the crosstalk between these pathways. Based on this analysis, a mechanism of oS for proposed. additionally, in excess of 300 genes not currently associated with the development of OS have been identified. Therefore, this study increases the understanding of the contribution of genetic factors to OS and identifies genes for further investigation.
